°9/8896t| 

a * S # * * ""^co/oosso 

^ .„„ """EOT OFHCP ^ 
& © * S R g appicab °n as fifed 




^te of Appt 



acation: 



19 "^ 1^250 / ^° 



Application Num J r 
Applicant ( s > 



PRIORITY 
DOCUMENT 



I 



J'- ! 



: Paten,0ffe! «t H| 



"4 



4f 5p 11 — 01566 



F2-003 

[&T5fc] IS 
[HBIftffMfrSa C12N 15/00 

[^mxiijgm] #3gi;ii*^»jSr&*^»4 - 2- 3-101 

[f$S!J#-i§] 597142376 
[»JB!I##3 597142387 

i&&xi$&m nun m 

m%l&^ 100102978 
100108774 

[^*ft£ifeg«H§] 041092 
[Hlff&«] 21.000R 

mmm 1 
1 



1 



ffifEE4$2 000-30095 



11-015667 



2 



#fiE# 2000-3009 5 6 



# ^ 1 1-0156 



[»#^2] Kl|B«©DNA&-&t?'<**--. 

[»*^ 3 ] if ^ 1 tCia*©DNA©TSEtcMat^*^3S"BriBa:«JB 

[»*E5] IB#!#4§-: 1 Klfia«<Z>a3IBB?!l^ & ft SDNA*fcJi 

(a) tttft«**&BB8J#-5 : 1 lCfB«©*SBiI^e>3!fc«DNA4 fett^©-«P 

KH&ttSitsxm, feitf 

(b) i tcaa«o*&SBB?53^e>3QiSDNA*fctt-€-©— astc^-rs 
im&m 6 ] it^ 5 \zmm,(Di5mz. * o t#«s*i e> s * * « c 

[0 0 0 1] 
[0 0 0 2] 

ic#ggi L T v^ s itfe^- £8?0£-r * i 4: ttffifc T igt- & * „ 

[0 0 0 3] 



1 



£B!I#2 000-30095 



11 — 015667 



*-9->=5r^7A (mesangium) W*##©^lW^ffiB&©/J^#4>fflS£&1B U 

0§ : mesangial cell) ^SM^efc^&W^JSJ^^WMM^jiMbT^ 
S&TgflMI : mesangial matrix) 6^^$ *lT V* & 0 

[0 0 0 4] 

j&BU £«Wl£lC;i3^TM©;gll&£&oT^£o ffliil ^i^^^M© 

# wife £ <t nmmmm ws© <fc e> * ©&#ttm £ ^ s jc*«#«-ffc 

£-f-;ftlO©i&i|g£$*lTV^ [D.Schlondorff , Kidney Int., 49, 1583 
-1585 (1996); R.B.Sterzel et al., Glomerular mesangial cells. Immunologi 
c Renal Diseases, pp5 95-626 (1997)] „ $£-oT. ;* H-y*rV A$HfigT'4f ^fi&KHB 

o 

[0 0 0 5] 

*Vy*y2±Mffi-V!&lZ&<mm-rZ>mfcJ-£.LT. MEGSIN£ift£,b£»fc^-?: 
Mb, -t0£t6£SI#l&&}£bfc. fit, MEGSIN©^cDNA^ a->#3- 
K"f*38<HH©7 5 Jmfr*>l£2>mm*yrt9'ft (tr-MEGSIN) ©IB?'J£$:^b 
7c= $£JC, Swiss ProtT^-^-^JB^TFASTA^n ^<MC<fc£7^ 7^ 
^U^-ii^ifTofeil^^, fchMEGSIN*^ serpin (tw^nfr-^ 
>tlfcf# — ) ^-A-7 7$'J- [R.Carrell et al., Trends Biochem.Sci . , 1 
0, 20 (1985); R.Carrell et al., Cold Spring Harbor Symp. Quant. Biol., 5 
2, 527 (1987); E.K.O.Kruithof et al., Blood, 86, 4007 (1995); J.Potempa 



2 



ffi!E#2 000-300956 



11 — 01566 



et al., J.Biol.Chem. , 269, 15957 (1994); E.Remold-0' Donnell , FEBS Let., 
315, 105(1993)] izmtZ* i £ fcUffi Lfc [T.Miyata et al., 

J. CI in. Invest. , 120, 828-836 (1998)] „ 
[0 0 0 6] 

&m&m<. ^-9■>^^^mT'#^C^<^^abTV^^(fi|It>, hMEGSIlOfre 

# J ?>«iJK^'l4WSS#^cfev^xMEGSIN^s^c|^^g*^#v^ 0 ^vhzm 

o 

[0 0 0 7] 

ft ic & n z> mm <d mm ^ * v>wmz <t o x 5 1 ^ £g 3 $ *i & a-e^B & ^ ^ <e> ^ 

16^^- & ~f U ^ - % - £ <5 3 £ *>M £ tlT V^ „ 
[0 0 0 8] 

— ^ H bMEGSIN^Mt"^SERPIN^-7l- 77 5. U — tt* — tkW&±ffiKlZ'm 

v^ratt€r3t-r*ifc^e>. 3i^±*a©ffi5fe * > /t * e> b h e> 

*lTV^„ -t3&t)t>. 7^;W!l±©IM7^;ii [K.Suzuki et al., Tan 
pakushitsu Kakusan Koso, 34, 949-962 (1989)] ; >P%!i'&foMfc J ?-W&l^"3 V> 
TflMRStlfcJIft&asaf [J.J.Bao, et al., Biochem., 26, 7755 (1987)] <Z)«? 
*T©*g£, SERPINX-A-7T^ U-tt, S^CDiSWflll&tt^il^KlSOO^ 
&JlK;fofcoT}iftLT££3£#^$;ftTV^,, L#L&#e>, MEGSINit^?- 

o 

[0 0 0 9] 



3 



mgE#2 000-300956 
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51 £7^$&W3 tlTV^ [S.J.Lolait et al., Nature, 357, 336-339 (1992); 
Y.Kanai et al. , J. Cl in. Invest. , 93, 397-404 (1994); S.Uchida et al., J.B 
iol.Chem. , 268, 3821-3824 (1993); S.Adachi et al., J.Biol .Chem. , 269, 17 
677-17683(1994); K.Fushimi et al., Nature, 361, 549-552 (1993); G.Gamba 
et al., J.Biol .Chem. , 269, 17713-17722 (1994)] 0 

•9- y ¥ ? 2*mmx* itmm l x ^ & v*. 

zojc^icLT^^n^ mm ^^i^^^i^iA tc as w s « ttiNM&K: *, 

to 0 1 0] 

u £ e> £ ?&mm] 

[0 0 1 1 ] 

ttMEGSIN3te^-©»3KW»«* Zffim-t Z> fc ^ JC, MEGSINat-fis^" & 
U_b^ ( 5* 08) m 1.5kb&-g?tf<9V ADNA©«USK7tt&ftJfebfc. SIS* 1/7- 
fynf^i/a^T^t^©^ MEGS IN mRNA ©«^gg*&/8l»4 «£#:&UT 

«k oct-i zistim&mmu&t. y tifc«^iw»iB3«j^#*E-r s - 

i: Jfil 18 U . i tl © <£¥1li!l»K Jffl £££^;£IC & DNA© 

iE\zfflwtz> 2^<DmwmwzmfcLfro ^*i*>©$ t>3'$i{c-em-f 



4 
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[0 0 12] 

(1) B#J#-&: ltCffi*©«[|IBB^J*fctt-t©-asS:**. :/n*E-*-$g 
ffi£^-t£DNA, 

(2) (1) lzmm(DDM^:^ijKi7 

(3) (i) ^cfi*©DNA©T^t^c^aale : ?•««»aB^ffi3&«JR-elg^bTv^ 

(2) tCESt©"***-, 

(4) (3) Kl3B*©^#*-##A3*lfc»Jlg, 

(5) S2#I*#: l»Cffi«©ifiSlB^e)«;*DNA*fc»-€-©-aSK:j|g^« 
(a ) tttfe«**£:ffi#I## : 1 KfB«©:&Sg2#I^£>&-2>DNA£ £14*©-® 
(b) @2#J#-i§-: 1 iCgB«©*3SgB^6>5&*DNA*fctt-€-©— fflSKl^'r* 

(6) (5) tCffi«©*i£tCJ:oT*aiSn^**>/t^St, 

(7) ^g^t^S, (6) tCS3«<Z> 

[0 0 13] 
[0014] 

[f§f9!©5IS£©^ffiU 

, -128&£yT^©MEGSIN3t^©5'±^Jic (ffija*# : 1) ©4>fc< fcfc— SP 



5 



ffiSE4f 2 000-300956 
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[0 0 15] 

^mm<D^U^-^-blLXit. -128&J; "JTSOii (SE^!l#-^ : 1) tf>'> 
ft <fc fro. :7n=e-*-i£tt«:^-*-sre*.K 1B^J## : 1 lCa% 

•r &Mmm k. & v > t &£«<ff & s *i & & l t v ^ -c % £ v * . u a* u & # e> , 

S7{C^-r«te>(C, -128fiiyTiffi©flH«K:feW*. (-128&&<ktf-127 
fe<Z>t&«(Z>*gl) . m2gEM (-120&. -118&. £<fc tf-117&tf):&atf>S^) , m3 
(-116&fcJ:tMl5te<Z)$fta£flDtttJI) . m4^M (-113&33 J: lF-112&©i&g 
£>*$!) . n«|| (-106&£<fctf-105&<Z)&g©gg|) , b6£& (-100ffi« J;tf 

tot, ^©yn^-^-tUTIl ^v^n^e-"*-^^^-^ 

[0 0 16] 

{CioTiWrS 3 BP'S, UfifCflfS L-T V*-5>MEGSIN cDNA^feli-?- 

®-»&^n-^ lit h^#©«j#r^^v ADNA^-f :/^y-£/w:/y 

>fi?-$/3>** y- — >^SifctCj:y, MEGSIN cDNAI^Ji; fcfcfcMEG 

SIN>^7 ADNAlH^JcD-t^^^tC^bfe^^^^-^^JMb-Ck h*?Mfi<Z>lfrft© 
4V ADNA^-T ^ 'J-$:iii:5K'J *9--tf**HRj£ (PCR) Sr^T? 3 £lc <fc y 
^MKfS 

[0 0 17] 

Mffi^D=E-^-lt M^-IS^X^T^ *~-f KS£ [Mattencci, M.D 
. & Caruthers, M. H. J. Am. Chem. Soc. 103, 3185(1981)] , *X77>f h • 
h'Jl^r^ffi [Hunkapiller, M. et al. Nature 310, 105 (1984)] ^(D&ffli 

[0 0 18] 

DNA$T# # K t Z> MEGSI mfc^ <D ^ D =E - # - t£3c £ «fc X > 7\ > -fr - ft 
) MtU£. #^¥6-181767#^^^^:M (The Journal of Immunology (1995 



6 



2000-300956 



#32 11-0156 



) 155, 2477-2486, Proc. Natl. Acad. Sci. USA (1995) ,92 ,3561-3565) tl^i© 
[0 0 19] 

[0 0 2 0] 

2) ^JPK^m-fbbTMEGSlNil^^jBIK^n K>£^*J-€-©±?M#(Z>:/n 
^-^-MSc&^tfWA (2—5 kbp) £#T. JfcMB?!! *-9->3f^ 
AMIS^*^PS^bfepoly(A) + RNA££§§5[£ U MEGSIN38^©5' 5Mgfl9cDNAffi 

+ 1) &MB^&«¥B^iie^S!#JS:*fe*U T/n^-^-iStt 

3) 2) -e#^DNA^^MEGSIN»^(Z)=l- FM^£I&V^DNA|#T# £ ^ F 
±lCi?"-/^ — 3<5D 2—5 kbp DNA$r/t©T^}C, l/;K-#-3ftfc^P 

(#g*.BU ^n^A^a:— (CAT) mfc*. 
J:»J. fcSV^iPCR^ICfc *A 5' ;£<M&tf3' £ JE#B!Io fcMEGSI 16*45 



ffigE#2 000-300956 



4t¥ 11-015667 

4) 3) T?f^|8bfe ^-^9X5 KT^K^b^«jMflS©l^JK-^- 
y , MEGSiN3te^-±?«»^K:#fi'r s ^ - * -MM * ^Sts . 

[0 0 2 1] 

, MEGS IN cDNA^^^D-^ilbfe^V^^-f U U - — > ^JC J: »J 

BB-r-6*«Si: mm<z>m%k*fi szhk^v m&-t s z t g s . 

[0 0 2 2] 

•ess. 

[0 0 2 3] 
[0 0 2 4] 

f&WSfiSfc^tt, MSfc^^-KiSiAatiT^TfcJ:^. #fg0£© 
^D^-^-tt, #8In?J8V^%, X>7N>it-> -«M l/>t-f0g?H|II 

[0 0 2 5] 



8 



tttSE4f 2 000-300956 



*f#¥ 11 — 0156 



m&v*tv--j*izZ<DVtf\r-J*Wffl* hvj (-fe>^-r ^>f -ujKv-a [ 

T.Nakagawa et al., Drug Delivery System, 11, 411 (1996)], VSV (TK^-ffiP 
-UsKV-A (#^¥9-357506-8") & £<Z) # A K^OBM^^*. 

[0 0 2 6] 
[0 0 2 7] 

Molecular Cloning-A Laboratory Manualj (Cold Spring Harbor Laboratory, 

n.y. ) izmm&mm^'&'ox n e> itms. 

[0 0 2 8] 
[0 0 2 9] 

H hMEGSINliSERPIN^-A-7 7 ^ y - &CM"T £ # > A * 



9 



2000-300956 
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34^, 949-962 (1989)) D *3m<D?U *E- # -0>j^?§'[£lCj^# 

^ Kfljffl £ * «TtBtt##a. f>^„ 

[0 0 3 0] 

d£#e>, »&A©#£k:|»#L,tv*<&£;$;*.£>*i5. ioT^lcynt- 

[0 0 3 1] 
[0 0 3 2] 

*»9!©^^U-->^asli, (a) tttfe»»&H!#l#* : 1 &CBB«<Z>lkM 
BB^&ftSDNASfctt-t©— aJKlSttS-ftSXg, fe^tK (b) @B#J#-i§- : 1 

It, fc^tr. 

[0 0 3 3] 

-a (5mtt) j , rA4$~?—3.T)\si/v-xs&3f®3 L ffl2zm <^±tt) j 

, TDNA & Cell Biology, 13, 731-742 (1994) J #JM) , TV 4 — T" 

7 b one-hybr id&& if & JC J: »J f? 5 £ #T? £ S . 
[0 0 3 4] 



miiE#2 0 0 0- 



3 0 0 9 5 6 J 



#sp 11-0156 



[0 0 3 5] 

) ajfeOBRNA^^cDNASrWSS-r*. ^©f^ ^JM©*^** * ~> W3.tta.gt 
llKIjKcDNA£}|B#H^;EcDNA9>f U -&f£38U h 

[0 0 3 6] 

r i: <fc o t # > a # DNAse^j ^^m't^ts. 

[0 0 3 7] 
[0 0 3 8] 

one-hybrid&£JBv^#-£te. MX-tf, * 1\ MEGSIN^O ^E- # -BB#l&4>fc 

GAL4 (»#©DNAiB-&i£tK^?Sttft;H^) ©S&tt-ft K* >f > (GAL4 AD) tf>n-F 

(AD)^>r^9U -&f£J8U, 34x?:BrjitCDl/>j<-^-^tC#A-r-5c AD£DNA£g 
# > A ^ $t t © / a -f :/ U y F * > A * K # MEGS I N ^ D =E - # - SH #J ^ jfS^-T £ 



mil#2 000-300956 
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[0 0 3 9 ] 
[0 0 4 0] 

[£i6« i] £ h ? A«me©*jft«« 

th^t^Mffi (Clontechfr) «, 10X9S/J!&Blfil» (GIBCOft) , 100 
IU/mL©^— S/U 100/tg/mL©^ h l/^ S *7>f */ > £ J: t>*200 n g/mL£>L-40l/ 
* ^ > n&^-^Ol/igifc (DMEM) T**SfllLfc. 

[0 0 4 1 ] 

[^112] t: hMEGSIN»e-?-©«g^iS9»««©#«t 

£ NMEGSINm'G^tf)_h?M^tt> Genome Walker Kits (Clontechfr) £/BV^T 
#Ibfc 0 BP*>, Genome Walker KitsOb: h> 4V h,=y A ^9 U - fcilMi: IT, 
MEGSIN0cDNAgB#I [Miyata.T. et al. f J. CI in. Invest. , 120, 828-836 (1998) 
] j&*fe-r"ifW>3*lfcMEGSIN#Mfl&:/9>fV- (5' -CGTCGACGGACACGTCTCACGTCCG 
ACG-3' /WZm^ : 4) fc* *y h KSfctf StlT V>* 7 ~^>f i: 
PCRAy77-SrMv^fc^^"r"-f KsKU * ^ — •£3t$&EJG& (nested Polymerase C 
ha in Reaction) lC«fc *K fc MEGSimfi^©±^g«&itMil/fc. fiT« 

[0 0 4 2] 

TFSEARCH^D^Z* (Yutaka Akiyama : ^#^^) £jg VNfcTFMATRIX 
i^H^^fif-^^-^ (E.Wingender, R.KnueppeU P.Dietzefc J; tfH.K 
aras : GBF-Braunschweig) ©flp^fJCJ:*;, iSftiC^^StlTV^S^H^ilS^as 

[0 0 4 3] 

ADNAffi#l0jB*T©>Efll* t hMEGSINite^i±8o<Z)ac^y>t 7 ^(DA 
— f>hD^»ffi U^-f*g|5&) tt. GT-AGMRC&oT^fc,, 



6HliE# 2000-300956 
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-to 

[0 04 4] 



No. 


i*y> (bp) 


>f > h n > (kbp) 






1 


346 


6.0 


CTAGCgtgag 


tctagGCTGC 


2 


186 


0.5 


ATAAGgtcag 


tacagTTGCT 


3 


51 


0.9 


GTCAGgtaaa 


aacagTCAGG 


4 


117 


3.3 


ATAAGgtaag 


tatagGACTA 


5 


118 


3.0 


ACATGgtgag 


aaaagGCAAA 


6 


143 


3.0 


CCAAGgtatg 


ttcagTGCTC 


7 


147 


3.5 


CTGAAgtaag 


tacagATTGA 


8 


1141 









[0 0 4 5] 

H hMEGSINit^©o:^y>->f y h U >&#ME*£©£3EB5#li:* MEGSINtUff 
CSer P in^-/\°-7T^ V - izM^t 7. ^ J ->fyy V ^K- # -^Zs M \£ 

type2 (PAI-2) [Ye, R. D. , J.Biol .Chem. , 264, 5495-5502 (1989)] MteJ* 

[0 0 4 6] 

hMEGSINJtfc^T/n^-*-^ (-1431 1) tf)&g@B#J£® 

2fcJ:tfB33W-J§-: 2 5' #»SR1K« (5* -UTR) (1-181) ©J&*fBJ!IS:El 2 

[0 0 4 7] 

Mftin situ/W^U #Vi£-—>3 > (FISH) 

(pha) T*mwiLtc.}z h*niki&3kv yrt&frbft&tp 



ffi!iE# 2 0 0 0- 
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EWOSSfefMR**^ F&fi£SjlCJ:»;f£Slbfc. FISHTSCD^D F581* 

IgjbfcfcO&^fflbfco BtffB^v^ Ffifcttc, «^fc^n-^"S:50X©*^/Ar 
* F, lOX©«?^r^ F^>«6»feJ:tJf2xssC€:*tf/1'y7T-i:»^U A>f:7 
U #>f Xbfc. *\>C7V #4 XZftfex^'f F**S:7^/*^-fe>f >tR8R0t^=f 
3f — (Boehringer Mannheimfr) £ £ t) IC-Y > 3r a.-* — 2/ 3 > b, 4', 

6' -Diamidine-2' -phenyl indole dihydrochlor ide (DAPI) £M V n ^f" J:b^-fe ^ ^ 

j:syn--x©*ftffii±. «#x^>r F*7)\s*u^j>mffitfcv3*z/'f->ffi 

fa (Boehringer Mannheimft) £ «fc tf-r-^f-if:* b V FflKRT > (Boehringer 
Mannheim*±) H £. *jICW ^apa.^- h U DAPI $r^3 V^feMit^felC J: Ufrofcu 
H bMEGSIN»^&, §£&#a8q21.3lC#£tbTV^ 0 
[0 0 4 8] 

[HfiS#54] S15^ UT — t'^nfi'i/a >r vfe-fKl J:Ste¥^*&*©|eI^ 
MEGS IN ■RNA©5' 5MBtt, ^dgftf 1 -CSSIS bfc t b ;* £>»ffi 
bfcpoly(A) + RNAfcffi^T, S15? * l/T- if ^ Drf S/ a >T "fe>f& [Berk, 
A.J. et al., Proc. Natl. Acad. Sci. USA., 75, 1979 (1978)] lC<k*J&)£bfc 0 
[0 04 9] 

©fa^£^:fcMc#A--t<S> bp +i61~+19HC^j£-r*;fr U * 

F^^fV- (5' -ttccctgtac atgcacttag gaaggtgatg a-3' /gH^'J## : 5) £ 
£ttbfcMEGSIN:/n^-#-K:r--;i/3itfc. ?&tC^-fV-£ [ 3 2 P]-dCTP 

fe^tWy^?-^^ W '»iSi££ : k^37 , CT*i5#P^-f >3fa.K- h b 

J £f5£j&4£>£Sephadex G-50#^A (Pharmacia$g) £ M V^ffiSg b, T>f 
yh-ygl7°D-^tlTftfflbfe. tf^CSl-Assay kit (Ambionft) fcffiVV 

season -:/&55tc i6©isi©^ff*e, *yy v J*m&& *>Mm u to. 2 # g 

CD mRNA Z?V ^>fXS*fe. DNA-RNA/W^U y FtCSl*? l/7~t*$:^ 

^-S500/tgCDSiyty7r-%:iD^., 371CT?30#I8K ^^-S/aS/Lfc. 

1 4 ffiliE# 2000-300956: 



#5p 11-01566 

[0 0 5 0] 

t: MffiGSiNafr&y-©* 1 x3f Vi/&346bpT*&&r il^WWL/fe. 
IC, h*^>^AM©£RNA£fim£ U 5'-RACE3r*yh (S?@3t§g) 

w m&K&ttoMmmizm^mfth. «¥B8*k&&ftj£i/fc (B2). 

[0 0 5 1] 

Jea£l!^J©*«f©Jg*, AP-l^gPft, cMybJg^apfi. fcitfOct-lfc^fr, 
K^IWIPfiPfi ^ *: y tlfc =E - * -IB^J#MEGSIN»45^-©_h3fc1E« 

ICMmStlfcc TATAsKy*;* [Mol. Cell. Biol., 1, 281 (1981)] ^>CAAT 

[Science, 236, 1237 (1987)] ©n>"fe>-*J-;*K#Jtt JlttiStlfcfro 

[0 0 5 2] 

mmm 5 ] MEGsiN^^fa^M^c^ati^^ 

*K^Wfl?1K«©tfei£©fc«>* MEGSINit^OJLM^c (Kpnl-Dral#r# ; -115 
4~+59) 3^li*©&*XMDNAfc;i/S/:7:£9-^*4^&*l§3l£fc^# # — 

v-M£«gftU aKU *9--1?3£«jKJ£ (PCR) Kliyilfilfe. JMfclftfC 
fct, yy^-^.yy^Zf^^'^-t.hXzf^-i'^-^ (5' -aggctgtccaaaggtgcagcctg 
cactctg-3' /SJ#|«# : 1 8) fcjgv^ -fe>^^7-f 7-ilbT^7-f V-l (5' 
-ggtaccttctaattccaatagctttttac-3' /SB^'JS"^ : 6) , (5' -ccagtt 

acttggataaatgttggctgtact-3' /®33«# : 7) , 7°^^V-3 (5' -ctcaggcagaag 
gaccaggcttgcagtcat-3' /IB#I#-5f : 8) % Zf^4^~ 4 (5' -acatacagctcaacctca 
tgatgctacggc-3' /BB#I#^ : 9) , ^9 (5' -cctcatgatgctacggccagaaac 

tgaaat-3' /@S#j#-*§- : 10) , (5' -ccaagtttcagctcctatctgaagctgc 

tc-3' : 1 1) * ^^^fV — 7 (5'-ggtccagatgaaaatctgagattggagaat-3 
'/SB^J#-^: 12), T/^V— 8 (5'-atgtcttgacccaggctgacagatactgtt-3' /SB 
#J## : 13), ^7-^7-9 (5' -cctcctgaaatctgattcacatacaaactg-3' /BB?rj# 

14) , T^^-fV — 10 (5' -aatgaactacataacaaccaccttagtcag-3Vi£iH? ^ J1l : # 
: 1 5) , ^5>f 7- 11 (5' -tacataacaaccaccttagtcagatactac-3' /@H^'J#-^- : 
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16), tfc&^^-'f V — 12 (5'-tactactttgaaacctggttcaaaacctaa-3'/@2#f# 

17) £fl§V\ j e*l, j r*lMEGSINiifc^<Z>-1079~+59, -1040—+59, -1000~+ 
59, -940~+59, -927~+59, -669~+59, -497~+59, -258~+59, -158~+59, -1 
28~+59, -121~+59^feii-97~+59$:#t?^^^^DNAS:^Lfc D JVi/y^^ 
-mt&i^V (Picca Gene Basic Vector 2 : j£#-f > (gl4)CDv;i/ 
5 1 * D - - y £KpnI £ £ i ndl 1 1 -e^Jir JtSB^PCRS^ £ 9 4 ¥ ~ */ 

3>£-frT> # -s\Mfr&/ut£ 0 LiopfectAmine (Gibco-BRL 

It) zm^x, »#©ttij|»K:#^»iifi^*Abfc. 

[0 0 5 3] 

^^i^^MEGSINStte^JiSieM^ (-1154—+59) fcftofc"***- 
£«*(DM^AU «¥?Stt©jttIi6atcj:&4fMtt&*feftf (05) . ^ 
^*-€:37TC5^|(g©^fr-eh^>^7a:^S/a>Ufe (Derijard.B. et al., 
Cell, 76, 1025-1037 (1994)) „ 371CT?2 BIS|i&*Ufc«, «««t=fefliy BftH, 
«£PBST?3®^U MJS^ (cell lysis) /I y 7 T - TtSftlS *9 >f -fe 

Lumat LB9507;i/ ^ / * - # - (EG&G Bertholdfl) & ^ T ilCS$Bfj£ 1/ 

33^9 h S/^-iftS-ffitHerbomel.P. et al., Cell, 39, 653-662 (1984)] T?tJS 

[0054] 

M^LTli, il^l (C|B*(D^f#tl b J*mm (Clontech*±) , 

t h JC£*£i»M (HDF : . fc<ktf li hB&K±&*m8 (HRCE : 

iz^x mmmizm^titc (H5) . d©^^, Mv^ig^»«tt* 

[0 0 5 5] 

Clontechft) h^>X^x? S> 3 >U 7 x ^ -i? £$!J5£ L£„ -^(£> 



2000-300956 



4t¥ 1 1 — 0 1 5 6 6£ 

-14 £ 100% £ Lf^mMUXm h t=. a 
[0 0 5 6] 

-1154bpfr £>-941bp£ t&^$t5fc, «¥?Sfttt^60%jC^ bfe ^ i: ^ 
^©M^{C^^iE{CM^I-r^@H^#^E-r-g>i^^5t$tl^ 0 SbC-159 
bp^T^^^-tirTt;, J&^&m$£/^{£Tl'&frok 0 bfrU -158b P ^e> 
-121bp£-e£^3c£-££^ ^?Sttli^*©^{C< 5% IC^L£ 0 
#tC, -128bp^e>-121bp^X(Dra^te¥?S14^#^'(gT-r-g>r il^e>. -128- 
-121 (DMW&lf & sE IZMffl-t Z> <D izmmX$> Z> £ 3%7L ti Z> 0 
[0 0 5 7] 

-129— 90McW\ ]ffc¥$l#PWe&£AP-l (activating protein 1) 
U&M&S (cttagtcaga) [Lee,W. et al., Nature, 325, 368-372 (1987), Fole 
tta,V.C. et al., J.Leuk.Biol. , 63, 139-152 (1998)] „ c-Mybfg-£gg#J (aaca 
accacc) (Sg^lIU^ : 1 ©13— 22££) £ <fc tK)ct-l£§-£-@B#J (ctacataacaac) ( 
IB^J## : 1 ©7— 19&) [Rosenfeld,M.G. et al., Genes Dev., 5, 897-907 ( 

i99i)] *m?z>z.t.-frb, z.(Dmmz^mm^mt>^^ir^m^^m:^ 

[0 0 5 8] 

r ti e> <Dffim&MGsimte^<Dm^m®iitiz l t ^ & a* £ ? ^ & $ ^ ic#? 

©^ir> M^-Sfc&lC. Quick Change site-directed mutagenes 

is kit (Stratagene^) £JgV\ M&f5!*lCfiEv^fEU -128 127£ggfC (ml 

) , -120 117£cccclC («2) , -116 115&ggtC (m3 ) , -113 112£gg{C 

(m4) > -106 105£gglC (m5) , -100 98£ggcfC (m6) . -94 93£gg 

k (m7) iz^mzi±f~m* (Dmmfozftmhfc. 

[0 0 5 9] 
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^ffiSr^&fco ^<D%g$k. m3~m7<Z)^M£MC£V>T, JUS/7 z^ 1 ? —&%5j9c.\*m 
L<{BTL£ (0 7) „ ®tp<oif^y\t. #^$i£^MEGSIN*fc^©Jt^I*§)c 

[0 0 6 0] 

©^n-^[^a-^A (5' -GAATGAACTACATAACAACCACC-3' /gE#I## : 1 9 ; -1 

29 107MW & <fc T$7~U -zfB (5' -AACCACCTTAGTCAGATACTACTTT-3' /BH^J# 

f : 20 ; -113 — 89M%Sc) £M V%£>f h7^t-f ICJ: »J*ft)feLfco 

[0 0 6 1] 

^^A^E&T^b^ttaj^SrDignam^tf)}^ [Dignam,J. et al., Nucleic Acid R 
es., 11, 1475-1489 (1983)] KI J: y f8§3 Lfc. M^T> 10%^ U 1* n 5mM 
©SMfc^y^S/tfA, ImMODEDTA. 25mM(D S^tf J* VA b 50mM(Z)^b* U 
^A, lOmMOHepes-KOH. 3#g(Z>poly (dl-dC) , 1 fiLO>WM^^0> te&Zf^sOV 
^7°D-7*l:^ra^ ^M-e30^ra©*fr-eDNA-Siaig-&SlSS:fT«Dfc. 

;ft©yn-:/lC;J3V^*>DNA-36^tt©A> K S/ 7 h #gg«> £ *l£ Z. Hfr 
2gjE©^0^©#£;MfcS8T?#fc (0 8) e 
[0 0 6 2] 

AHUS (Clontechft) , h^?fjMB£ (HSMC: StB5i) „ t hX£i&£#tM9 
fl£ (HDF : S?@3£) £J:t>*ti h «&«±&i»IIB (HRCE : Sil) Srffl^T^l/S/ 

Tfeig^t: h*^>^A*ffl^#J|imc#^o£ (09) „ iOIfctt, MEGS 
IN© ;* -9- > ^ ^7 Mi^M^M^ d ©M« £ S83R*r S H-7- K: «fc U fm £ S 



asii# 2000- 



3 0 0 9 5 6 2 



4#¥ 11-0156 




[0 0 6 3] 

^E-^-tffi^tlfco ^IJlOyn^E-^-tt, J*^>^?A3M#|||$fc3t 

^fc £ © * * jSt© ;* # U — :/ tc ffjja "T S d t> «TfgT* & £ . 

[0064] 

SEQUENCE LISTING 

<110> MIYATA, Toshio 

KUROKAWA, Kiyoshi 

<120> MEGS IN Promoter 

<130> F2-003 

<160> 20 

<210> 1 
<211> 128 
<212> DNA 

<213> Homo sapiens 
<400> 1 

aatgaactac ataacaacca ccttagtcag atactacttt gaaacctggt tcaaaaccta 60 
aatgcttata agarrcttga gagacagtgc tgtgctctga gtcataggga agccatccca 120 
gaagccag 128 
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<210> 2 
<211> 1431 
<212> DNA 

<213> Homo sapiens 



<400> 2 



actttatatc 


ctcagtaggt 


aagaaataca 


aaggatatgg 


gattcaaaat 


attcagccta 


60 


tgaacactgc 


aattagaata 


tggagaacag 


ggaatccatt 


tgtaggctca 


tttttttttt 


120 


atattaacaa 


caaccttctc 


cttcagaaag 


ttcaccacaa 


ctgctaaatc 


aaaattaaat 


180 


ttcagggatt 


ttctgcaact 


ttacttttct 


ctatgattat 


tcatctcata 


aacaatcatg 


240 


gaggtgagca 


ataactactt 


tattcgattt 


tggataagtt 


aacaggaccc 


ccttcttcct 


300 


gggaaggagg 


caaaattgca 


caaaattgag 


aggcgagcaa 


ctgtaagatg 


atggtacctt 


360 


ctaattccaa 


tagcttttta 


caatagagaa 


cccagttact 


tggataaatg 


ttggctgtac 


420 


ttttgaaaac 


actcaggcag 


aaggaccagg 


cttgcagtca 


tttccatgca 


tagcaggtga 


480 


aggtaggtgc 


aacatacagc 


tcaacctcat 


gatgctacgg 


ccagaaactg 


aaatgtgttt 


540 


ttgcccctgt 


gtggcatgtt 


ctgatggcaa 


aggtgtaggc 


aaccaactag 


gcccaaccta 


600 


cctttcccta 


cacctggtca 


cttttcaaag 


tgcaaaccca 


ctttaacaaa 


ctctagcctg 


660 


tattatagga 


ggaaggatct 


gggtggtgca 


gacgtggctt 


tccattgcca 


gatcagaagg 


720 


gtggaggaga 


gactggcagg 


atgacaagaa 


tgaatgaaca 


caccaagttt 


cagctcctat 


780 


ctgaagctgc 


tcagttcagg 


taagcattta 


gagaagccag 


ttgcaataac 


taacagggca 


840 


aatgtttctc 


tggaaaattc 


caagccagag 


aaaattgaga 


aaaagaggga 


aggatggaaa 


900 


gcagtacaaa 


gagaagccag 


ctcaaaaggt 


tagaggtcca 


gatgaaaatc 


tgagattgga 


960 


gaatgataaa 


aaacattgtg 


tgagattcta 


ttttaggtca 


ttatgctagg 


gaaatttaca 


1020 


caggataggg 


ttgaaagaaa 


ttaggctata 


agatgagtgg 


caagttgcaa 


taaaatggca 


1080 


ccctaaactc 


accaagtcac 


tgttgtcact 


gctatcttgc 


cttagttgat 


ttgatgtcta 


1140 


gttagtctat 


ttgtgtgttt 


ctcacagaag 


agtatgtctt 


gacccaggct 


gacagatact 


1200 


gttgattctg 


aaatttgttt 


ttatggttat 


gttaaaacca 


ttgtcattat 


aagaaacaga 


1260 
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gatgggaata ttgcctcctg aaatctgatt cacatacaaa ctgaatgaac tacataacaa 1320 
ccaccttagt cagatactac tttgaaacct ggttcaaaac ctaaatgctt ataagarrct 1380 
tgagagacag tgctgtgctc tgagtcatag ggaagccatc ccagaagcca g 1431 

<210> 3 
<211> 181 
<212> DNA 

<213> Homo sapiens 
<220> 

<221> 5'UTR 
<222> (1)..(181) 

<400> 3 

gtctacttat caataagcag ctgcctgtgc agagtgcagg ctgcaccttt ggacagcctt 60 
taaaactgaa ttctcagaat tttagaacaa atttttgtct agaaatgctg actttggttc 120 
attaggtagt ggtaaaacag gctcccttcg aagctctcct tcatcacctt cctaagtgca 180 
t 181 

<210> 4 
<211> 28 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: an 

artificially synthesized primer sequence. 

<400> 4 



2 1 
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cgtcgacgga cacgtctcac gtccgacg 

<210> 5 
<211> 31 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: an 

artificially synthesized primer sequence. 

<400> 5 

ttccctgtac atgcacttag gaaggtgatg a 

<210> 6 
<211> 29 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: an 

artificially synthesized primer sequence. 

<400> 6 

ggtaccttct aattccaata gctttttac 

<210> 7 
<211> 30 
<212> DNA 

2 2 



31 



29 
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<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: an 

artificially synthesized primer sequence. 

<400> 7 

ccagttactt ggataaatgt tggctgtact 

<210> 8 
<211> 30 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: an 

artificially synthesized primer sequence. 

<400> 8 

ctcaggcaga aggaccaggc ttgcagtcat 

<210> 9 
<211> 30 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: an 

artificially synthesized primer sequence. 



11—015667 



<400> 9 



acatacagct caacctcatg atgctacggc 



30 



<210> 10 
<211> 30 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: an 

artificially synthesized primer sequence. 

<400> 10 

cctcatgatg ctacggccag aaactgaaat 30 

<210> 11 
<211> 30 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: an 

artificially synthesized primer sequence. 



<400> 11 



ccaagtttca gctcctatct gaagctgctc 



30 



<210> 12 



2 4 
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<211> 30 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: an 

artificially synthesized primer sequence. 

<400> 12 

ggtccagatg aaaatctgag attggagaat 30 

<210> 13 
<211> 30 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: an 

artificially synthesized primer sequence. 

<400> 13 

atgtcttgac ccaggctgac agatactgtt 30 

<210> 14 
<211> 30 
<212> DNA 

<213> Artificial Sequence 

<220> 
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<223> Description of Artificial Sequence: an 

artificially synthesized primer sequence. 

<400> 14 

cctcctgaaa tctgattcac atacaaactg 

<210> 15 
<211> 30 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: an 

artificially synthesized primer sequence. 

<400> 15 

aatgaactac ataacaacca ccttagtcag 

<210> 16 
<211> 30 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: an 

artificially synthesized primer sequence. 

<400> 16 

tacataacaa ccaccttagt cagatactac 

2 6 



30 



30 

tfifiE4f 2000-300956 



*f#^ 11 — 0156 

<210> 17 
<211> 30 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: an 

artificially synthesized primer sequence. 

<400> 17 

tactactttg aaacctggtt caaaacctaa 

<210> 18 
<211> 30 
<212> DNA 

<213> Artificial Sequence 

<220> 

<223> Description of Artificial Sequence: an 

artificially synthesized primer sequence. 

<400> 18 

aggctgtcca aaggtgcagc ctgcactctg 

<210> 19 

<211> 23 

<212> DNA 

<213> Artificial Sequence 
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<220> 

<223> Description of Artificial Sequence: an 

artificially synthesized oligonucleotide sequence. 

<400> 19 

gaatgaacta cataacaacc acc 23 

<210> 20 
<211> 25 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: an 

artificially synthesized oligonucleotide sequence. 

<400> 20 

aaccacctta gtcagatact acttt 25 



[si] 

Y. bMEGSIN51^i:PAI-2a^CD, OQ^p V > - -f > h D y^fl-W^OliM £ 
[02] 

fc: KMEGSIN»>g^CD3ll :n3rV> (5' -UTR) fci: U^©±^1431bp<£>gE#JS;^ 
1"H|-??&3 0 5'-RACE&C<fc U #£>*lfc # □ - >©5' $g £ r*j -e^bfco 
[03] 

2 8 ailiE#2 0 0 0 - 3 0 0 9 5 6 2 



11 — 0156 

\L HMEGSINJ|^(Z>te¥IB*&asfiS:ft3t"rSfc«)0S15i^ 1^7-ifTyiZ-f© 
[04] 

A 7 1 9 - if 7 y -fe >f i C m ^ <d *i ^ * # - <Z> flt it £ 5^ b fc 0 £ . 
[05] 

[06] 

A431 tcifctf (B) tit h^-9->^^^MJBSlCfe^S^$:^t- 0 

[07] 

m&mm w&m ^iAitt h megs^-k^^m^m^ izzzju*/-?*.^- 

2/ if *SttT?*HSffc b y n =E - # - ©*B*HStt -&T Vvti-£ £ 100 

[08] 

t hMEGSIN3tte^<E¥1li0flW8 (-129—89) &JB^fc>f/l/*/:7 h7 y±4 <D 
[09] 

(-129 89) (DMkO»fjbis7 h7 V <DU%:$:B-tmi:%>Z> 0 0 8lC^Lfc 
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[01] 



0® 



x*y>ll 
megs in 
PAI2 



ATTGATAAGgtcag 
ATGGCCAAGgtgag 



tacagTTGCTTCAT 
tgcagGTGCTTCAG 



i*V>III 
megs in 
PAI2 



AATAGTCAGgtaaa 
ATTTTGCAGgtatc 



aacagTCAGGGCTC 
tcaagGCACAAGCT 



x^y> IV 
megs in 
PAI2 



TTTCATAAGgtaag 
TTCCGGGAAgtaag 



tatagGACTACATT 
aaaagGAATATATT 



x^v> V 
megs in 
PAI2 



ACATGgtgag 
CAAACCAAAGgtaaa 



aaaagGCAAA 

c tg t agGCAAAATCC 



x^v> IV 
megs in 
PAI2 



CCAAGgtatg 
GTAAACTCGgtatg 



ttcagTGCTC 
attagGCTCAGCGC 



x^V> IV 
megs in 
PAI2 



CTGAAgtaag 
TTGGAGCTGgtaag 



tacagATTGA 
tgcagCTGGAAAGT 
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[02] 



■yu^E-^-mH 1431 bp (-1431 — 1) 
-1431 



a 


ctttatatcc 


tcagtaggta 


agaaatacaa 


aggatatggg 


attcaaaata 


-1381 


ttcagcctat 


gaacactgca 


attagaatat 


ggagaacagg 


gaatccattt 


gtaggctcat 


-1321 


ttttttttta 


tattaacaac 


aaccttctcc 


ttcagaaagt 


tcaccacaac 


tgctaaatca 


-1261 


aaattaaatt 


tcagggattt 


tctgcaactt 


tacttttctc 


tatgattatt 


catctcataa 


-1201 


acaatcatgg 


aggtgagcaa 


taactacttt 


attcgatttt 


ggataagtta 


acaggacccc 


-1141 


cttcttcctg 


ggaaggaggc 


aaaattgcac 


aaaattgaga 


ggcgagcaac 


tgtaagatga 


-1081 


tggtaccttc 


taattccaat 


agctttttac 


aatagagaac 


ccagttactt 


ggataaatgt 


-1021 


tggctgtact 


tttgaaaaca 


ctcaggcaga 


aggaccaggc 


ttgcagtcat 


ttccatgcat 


-961 


agcaggtgaa 


ggtaggtgca 


acatacagct 


caacctcatg 


atgctacggc 


cagaaactga 


-901 


aatgtgtttt 


tgcccctgtg 


tggcatgttc 


tgatggcaaa 


ggtgtaggca 


accaactagg 


-841 


cccaacctac 


ctttccctac 


acctggtcac 


ttttcaaagt 


gcaaacccac 


tttaacaaac 


-781 


tctagcctgt 


attataggag 


gaaggatctg 


ggtggtgcag 

w9 **9w w w 


acgtggcttt 


ccattgccag 


-721 


atcagaaggg 


tggaggagag 


actggcagga 


tgacaagaat 


gaatgaacac 


accaagtttc 


-661 


agctcctatc 


tgaagctgct 


cagttcaggt 


aagcatttag 


agaagccagt 


tgcaataact 


-601 


aacagggcaa 


atgtttctct 


ggaaaattcc 


aagccagaga 


aaattgagaa 


aaagagggaa 


-541 


yyo i^^aaa^ 


rant acaaaa 




Luaaaa^yi u i> 


anannt PPflO 
oyoyy u wv^ciy 


o. vyoooq Uw i» 


-481 


gagattggag 


aatgataaaa 


aacattgtgt 


gagattctat 


tttaggtcat 


tatgctaggg 


-421 


aaatttacac 


aggatagggt 


tgaaagaaat 


taggctataa 


gatgagtggc 


aagttgcaat 


-361 


aaaatggcac 


cctaaactca 


ccaagtcact 


gttgtcactg 


ctatcttgcc 


ttagttgatt 


-301 


tgatgtctag 


ttagtctatt 


tgtgtgtttc 


tcacagaaga 


gtatgtcttg 


acccaggctg 


-241 


acagatactg 


ttgattctga 


aatttgtttt 


tatggttatg 


ttaaaaccat 


tgtcattata 


-181 


agaaacagag 


atgggaatat 


tgcctcctga 


aatctgattc 


acatacaaac 


tgaatgaact 


-121 


acataacaac 


caccttagtc 


agatactact 


ttgaaacctg 


gttcaaaacc 


taaatgctta 


-61 


taagarrctt 


gagagacagt 


gctgtgctct 


gagtcatagg 


gaagccatcc 


cagaagccag 


-1 



• 5'-$msRmi& (5'-UTR) 181bp (+1—+181) 

gtctacttat caataagcag ctgcctgtgc agagtgcagg ctgcaccttt ggacagcctt 60 

taaaactgaa ttctcagaat tttagaacaa atttttgtct agaaatgctg actttggttc 120 

attaggtagt ggtaaaacag gctcccttcg aagctctcct tcatcacctt cctaagtgca 180 

t 181 
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[03] 



si T^-tz-r 



mm 



mfiE#2 000-300956 
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[H4] 




3f D ^— Si- (fcL) 

SV40 MRtfU CA) 1772-1993 
il->7i7- tf&fc^(luc+) 88-1737 
±S£0?tK'J (A)*>^;U 4658-4811 
v;u^3f;K7a— ^>yaH£ 1-58 
B-*?*?*^— b*^G^(Amp r ) 3940-3083 
f1 l£g!IP&&& 4073-4527 
ColE1-S^0D^X5 K««BI*&jft 2313 



ffi$E# 2 0 0 0 



-300956: 
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[05] 



100 " 




*-9->^A*aij]& n&mu^mvA WBLn±8Lm& 



ffifIE# 2 0 0 0 
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[06] 



(A) A431«& 





6 



ffiIDE# 2000-300956 
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[07] 








mm ( -130 — 91 


) 






TGAATGAACT 


ACATAACAAC 


CACCTTAGTC AGATACTACT 


ml 
m2 
m3 
m4 
mS 
m6 
ml 


GG 


V 

C CC O*" 1 ) 
GG 

GG 


(c-Myb) 
GG 


V 

(am) 

G C 

GG 



7 
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